Results: The percentages of Vδ2 + Vγ9
+ cells in γδ T cells were significantly lower in untreated and IFN-β-treated MS patients than in HCs. By contrast, the percentages of Vδ1
−

Vδ2
−
Vγ9
− cells in γδ T cells were markedly higher in IFN-β-treated MS patients than in HCs and untreated MS patients (both p < 0.001). A significant negative correlation between the percentages of Vδ2 Conclusions: The present study suggests that long-term usage of IFN-β increases Vδ1 
Background
Multiple sclerosis (MS) is an inflammatory demyelinating disease of the central nervous system (CNS) mediated by autoreactive T cells [1] . T cells can be divided into αβ T cells and γδ T cells according to the type of T cell receptor (TCR) they express: αβ T cells express TCR α and β chains while γδ T cells express TCR γ and δ chains. To date, αβ T cells such as interferon (IFN)-γ-secreting helper T (Th) 1 cells, interleukin (IL)-17-secreting Th17 cells, and regulatory T (Treg) cells have attracted much attention in elucidating the mechanisms of MS.
In addition, γδ T cells are also assumed to be involved in the pathogenesis of various inflammatory diseases [2] , although γδ T cells comprise < 5% of lymphocytes in the peripheral blood [3] . In MS, γδ T cells are increased in the blood and cerebrospinal fluid [4] , and are present in chronic active brain lesions [5] [6] [7] [8] . We previously reported that deletion-type copy number variation (CNV) at TCRα and γ loci greatly enhanced susceptibility to MS [9] . A deletion-type CNV at the TCRα locus also covers TCRδ genes [3] . Based on these facts, we hypothesized that a deviation in TCRγδ gene rearrangement contributes to the pathogenesis of MS. Recently, we conducted comprehensive flow cytometric immunophenotyping in MS patients without disease-modifying therapies (DMTs) (defined as untreated MS), and reported that percentages of Vδ2 + and Vδ2 + Vγ9 + cells in γδ T cells were decreased and that the Vδ1/Vδ2 ratio was increased compared with healthy controls (HCs) [10] . In this study, Vδ2 + Vγ9 + γδ T cells showed a negative correlation with disability and a positive correlation with the percentages of Treg in CD4 + T cells, suggesting the protective roles of Vδ2 + Vγ9 + γδ T cells. IFN-β is a widely used first-line DMT for MS. IFN-β has pleiotropic effects on the peripheral immune system including the reduction of pathogenic Th1 and Th17 cells and an increase in IL-10-producing Treg cells, which are thought to be beneficial for MS [11] . In addition, IFN-β treatment reduced CD27 + memory B cells, which are thought to drive MS, whereas transitional B cells producing IL-10 and exerting regulatory functions were increased [12] [13] [14] . However, no previous studies have reported changes in γδ T cell subsets under IFN-β treatment. Therefore, the present study investigated the phenotypic changes of γδ T cell subsets by IFN-β treatment, which is associated with therapeutic effects in MS.
Methods
Study subjects
We enrolled 35 untreated MS and 21 IFN-β-treated MS patients and 44 HCs. All patients were thoroughly examined and regularly followed up at Kyushu University Hospital, Fukuoka, Japan. Diagnoses of MS and MS subtype were based on the prevailing criteria at the commencement of the study [15] ; however, all enrolled patients also fulfilled the newly published revised criteria [16] . All MS patients were in the remission phase and negative for anti-aquaporin 4 antibody. Disease severity was evaluated by the Kurtzke Expanded Disability Status Scale (EDSS) [17] and MS Severity Score (MSSS) [18] . Untreated MS patients were not under any DMTs or corticosteroids for at least 6 months prior to the immunophenotyping. IFN-β-treated MS patients received either IFN-β-1a (11 patients) or IFN-β-1b (ten patients) for more than 2 years at the time of sampling (range, 3 to 20 years; median 7.0 [interquartile range (IQR) = 5.0-10.0] years). They were then separated into two groups, a 'no-evidence of disease activity' (NEDA) group (n = 8) representing super-responders, which was defined by no relapses, no EDSS progression, and no MRI activity (no new/enlarging T2 lesions or no gadolinium-enhancing lesions) [19] at least over the preceding 2 years [20, 21] , and an 'evidence of disease activity' (EDA) group (n = 13) representing partial responders, who did not fulfill the definition of NEDA based on clinical and radiographic evaluation. Untreated MS patients were also classified into NEDA and EDA groups (n = 19 and 13, respectively) based on their disease activity over the preceding 2 years (three patients were excluded because of insufficient clinical information of disease activity over the preceding 2 years). All patients were enrolled between March 1, 2016 and May 28, 2017. The present study was approved by the Ethical Committee of Kyushu University and conducted with written informed consent from all participants according to the World Medical Association Declaration of Helsinki.
The clinical features of all participants are summarized in Table 1 . The proportion of females and age at examination did not significantly differ between untreated and IFN-β-treated MS patients, while participants in both groups of MS patients were significantly older than HCs (both p < 0.001). Untreated MS patients had a higher proportion of females compared with HCs (p = 0.023). Disease duration, EDSS scores, and MSSS at examination were comparable between untreated and IFN-β-treated MS groups. Comparisons of IFN-β-treated MS patients in the NEDA and EDA groups showed that disease duration at examination, disease duration at IFN-β initiation, duration of IFN-β treatment, EDSS scores, and MSSS at IFN-β initiation were not significantly different. Changes in EDSS and MSSS when measured at IFN-β initiation and examination (ΔEDSS and ΔMSSS, respectively) were lower in the NEDA group than in the EDA group as expected (p = 0.003 and 0.013, respectively, Additional file 1: Table S1 ), and EDSS scores and MSSS at examination tended to be lower in the NEDA group than in the EDA group (p = 0.062 and 0.060, respectively). Moreover, age at examination in both NEDA and EDA groups was older than in HCs (p = 0.004 and 0.010, respectively). The clinical features of untreated MS patients in the NEDA and EDA groups were not significantly different, except for ΔEDSS and ΔMSSS, which were significantly lower in the NEDA group compared with the EDA group (p < 0.001, both) (Additional file 1: Table S2 ). A comparison between relapsing-remitting MS (RRMS) vs. progressive MS (PMS) including primary progressive MS (PPMS) and secondary progressive MS (SPMS) subtypes showed that EDSS scores and MSSS at examination were significantly higher in PMS than RRMS for both untreated and IFN-β-treated MS patients while age at examination was significantly higher in PMS than RRMS for untreated MS patients (p = 0.043) (Additional file 1: Table S3 ).
Antibodies and flow cytometric analysis
Sample preparation and detailed procedures were described previously [10] . In brief, peripheral blood mononuclear cells were collected by density gradient centrifugation using Lymphoprep tubes (Axis-shield Poc AS, Oslo, Norway) containing Ficoll-Paque (GE Healthcare, Little Chalfont, UK) and then suspended in RPMI-1640 medium (Wako, Osaka, Japan) supplemented with 10% fetal bovine serum. For intracellular staining, cell suspensions were incubated with 25 ng/ml of phorbol 12-myristate 13-acetate and 1 μg/ml of ionomycin in the presence of 10 μg/ml of Brefeldin A (all purchased from Sigma-Aldrich, St. Louis, MO, USA) for 4 h at 37°C. The following fluorochrome-conjugated anti-human monoclonal antibodies were used in this study: anti-CD3 
Statistical analysis
Results
γδ T cell subsets
First, we assessed differences in the percentages of Vδ1 
Vδ2
− γδ T cells, the percentages of IFN-γ-producing cells were lower in both MS groups compared with HCs (Table 3) , and there were no significant differences between untreated MS and IFN-β-treated MS groups.
αβ T cell subsets
Next, the percentages of αβ T cell subsets between MS patients and HCs were compared. In CD4 + T cells, percentages of Treg cells were different among the three groups, but after adjusting for age and sex, the differences were not significant. There were no significant differences in other CD4 + T cell subsets (Additional file 1: Table S4 ). In CD8 + T cells, the percentages of naïve T cells and central memory T cells were higher in IFN-β-treated MS patients than in untreated MS patients (p adj = 0.031 and 0.013, respectively, Additional file 1: Table S5 ). When analyzing cytokine production in αβ T cells, percentages of IL-17A + , IL-4 + , GM-CSF + , and IL-17A + GM-CSF + CD4 + T cells were lower in untreated MS patients than in HCs (p adj = 0.017, 0.011, 0.002, and 0.010, respectively), and percentages of GM-CSF + CD4 + T cells were also lower in IFN-β-treated MS than in HCs (p adj = 0.034, Additional file 1: Table S6 ). However, there were no significant differences in cytokine producing CD4 + T cells between the two MS groups. The percentage of IL-17A + IFN-γ + CD4 + T cells was significantly different among 
B cell subsets
The percentage of circulating memory B cells was significantly different between groups (p < 0.001, Table 4 (Table 4) .
Comparisons of the percentages of γδ T cells subsets in untreated MS patients stratified to the NEDA or EDA groups Next, we compared the percentages of γδ T cell subsets between the NEDA and EDA groups in IFN-β-treated MS. The percentages of Vδ2 + and Vδ2 + Vγ9 + γδ T cells were similar in the NEDA and EDA groups but both were lower than in HCs (Vδ2 + : NEDA vs. HCs, p adj < 0.001; Table 6 ), but the percentages of these memory B cell subsets in the NEDA and EDA groups were comparable. The percentages of other B cell subsets were not different between groups.
Relationship between γδ T and Treg cell subsets
Consistent with our previous study [10] , positive correlations between the percentages of Vδ2 + and Treg cells in T cells, and the percentages of Vδ2 +
Vγ9
+ γδ T cells and Treg cells in T cells were specifically found in HCs (Vδ2 + : r = 0.328, p = 0.030; and Vδ2 + Vγ9 + : r = 0.336, p = 0.026, respectively) but not in untreated MS and IFN-β-treated MS (Fig. 1) .
Association between γδ T cell subsets and disease severity in MS patients
Additionally, we assessed the association between γδ T cells and disability in MS patients. As previously shown [10] , the percentages of Vδ2 + and Vδ2 + Vγ9 + cells in γδ T cells had significant negative correlations with EDSS scores in untreated MS patients (Vδ2 (Fig. 3a-d) . Moreover, the proportion of Vδ1 were negatively correlated with EDSS scores and MSSS in the NEDA group (EDSS: r = − 0.976, p < 0.001; and MSSS: r = 0.881, p = 0.004), but not the EDA group (Fig. 3e-h ). These data suggest that increased Vδ1 
Association between B cell subsets and disease severity in MS patients treated by IFN-β
When we examined the association between B cell subsets and disease severity, the percentages of memory B cells and class-switched memory B cells were positively associated with EDSS scores only in the EDA group of IFN-β-treated MS patients (r = 0.722, p = 0.005; r = 0.719, p = 0.006, respectively), but not in the NEDA group (p = 0.601 and 0.518, respectively) (Fig. 4) .
Relationship between γδ T and B cell subsets
Interestingly, we observed the percentages of Vδ1 
Comparison of untreated MS patients in the NEDA and EDA groups
The percentages of each γδ T cell subset were similar in untreated MS patients in the NEDA and EDA groups (Additional file 1: Table S8 ). The percentage of plasmablasts, but not other B cell subsets, were higher in the EDA group than in the NEDA group (p adj = 0.008) (Additional file 1: Table S9 ). The proportion of Vδ1 class-switched memory B cell percentages were not associated with EDSS scores in the NEDA and EDA groups (Additional file 2: Figure S3 ).
Differences in T and B cell subsets between RRMS and PMS
Finally, we compared the percentages of T and B cell subsets between RRMS and PMS (Additional file 1: Tables S10-S15). In untreated MS patients, the percentages of naïve T cells in CD4 + T cells and Vδ1 − Vδ2 − Vγ9 + cells in γδ T cells were higher and the percentage of effector memory T cells in CD4 + T cells was lower in RRMS than in PMS (p = 0.002, 0.050, and 0.004, respectively). Otherwise, no significant difference in any subsets was found between RRMS and PMS. In IFN-β-treated MS patients, no significant difference was found between RRMS and PMS, except that the percentages of naïve B cells and transitional B cells were significantly higher in RRMS than in PMS (p < 0.001 and p = 0.015, respectively). Furthermore, in RRMS, the percentages of naïve B cells and transitional B cells were higher in IFN-β-treated MS patients than in untreated MS patients (p adj = 0.010 and 0.001, respectively). These findings suggest that IFN-β treatment increased the percentage of Vδ1 − Vδ2 − Vγ9 − γδ T cells irrespective of clinical subtype.
Discussion
Our comprehensive immunophenotyping study of peripheral blood lymphocytes found that prominent changes occurred in γδ T cells and B cell subsets upon IFN-β treatment. This is the first report of a marked increase in Vδ1 − Vδ2 − Vγ9 − γδ T cells and decrease in Vδ2 + γδ T cells. A previous study reported a decrease in class-switched memory B cells by IFN-β [13, 14] , which is confirmed in the present study. The increase of transitional B cells by IFN-β in RRMS [12] was also confirmed when analyzing RRMS patients separately. In IFN-β-treated MS patients, the percentages of naïve and transitional B cells were significantly higher in RRMS than in PMS. These findings are also comparable with previous reports describing an increase in naïve and transitional B cells and a decrease in memory B cells by IFN-β treatment in MS consisting of exclusively or mostly RRMS patients [12] [13] [14] 22] . It was also reported that the percentage of naïve T cells tended to decrease and that of memory T cells tended to increase in SPMS compared with RRMS [23] . Such differences by MS subtype are partly explained by the higher thymic export of naïve CD4 + T cells in RRMS than in PPMS [24] . In addition, naïve T cells were negatively associated and memory T cells were positively associated with age [23, 25] . The higher age at examination in PMS than RRMS in our cohort may also be partly responsible for the increase of effector memory T cells and decrease of naïve T cells in PMS. Importantly, effects of IFN-β on Vδ1
− γδ T cells were observed, regardless of the clinical subtype including RRMS and PMS. In addition, these changes in Vδ1
− γδ T cells were not observed in untreated MS patients even after stratification to NEDA and EDA groups, further supporting the relationship of changes in Vδ1
− γδ T cell percentages by IFN-β treatment.
When we designed the present study, we anticipated an improvement in the low percentages of Vδ2 + Vγ9 + γδ T cells observed in untreated MS [10] by IFN-β treatment; however, we unexpectedly found that IFN-β increased Vδ1 − Vδ2 − Vγ9 − cell percentages in γδ T cells but did not reverse the decrease of Vδ2 − Vδ2 − Vγ9 − γδ T cells had a negative correlation with EDSS scores. These findings suggest that Vδ1
−
Vδ2
− Vγ9 − γδ T cells upregulated by IFN-β play a protective role against MS and that Vδ2 + Vγ9 + γδ T cells may not play a major role in the treatment effects of IFN-β.
The majority of Vδ1 − Vδ2 − γδ T cells express the Vδ3 TCR chain [26, 27] . Vδ3 γδ T cells are normally the 
Vγ9
+ cells in γδ T cells and EDSS scores in untreated MS (c) and IFN-β-treated MS patients (d). Correlations were calculated using Spearman's rank correlation coefficient. EDSS Expanded Disability Status Scale, IFN-β interferon-β, MS multiple sclerosis third most common γδ T cell subset in peripheral blood lymphocytes and account for only~0.5% of circulating T cells [26, 28] , although they are enriched in the gut [29] and liver [28] . Vδ3 γδ T cells recognize human leukocyte antigen (HLA)-A2 [30] and CD1d [26] , although the specific antigen molecules involved remain at examination in NEDA (e, g) and EDA (f, h) groups of IFN-β-treated MS patients. Correlations were calculated using Spearman's rank correlation coefficient. EDA evidence of disease activity, EDSS Expanded Disability Status Scale, IFN-β interferon-β, MS multiple sclerosis, MSSS multiple sclerosis severity score, NEDA no-evidence of disease activity unknown. Upon activation, Vδ3 γδ T cells produce IFN-γ, IL-4, and IL-17, thereby promoting Th1, Th2, and Th17 cell differentiation, respectively [31] . Expansion of Vδ1 − Vδ2 − or Vδ3 γδ T cells in the peripheral blood has seldom been reported; indeed, it was only observed upon cytomegalovirus reactivation after renal and stem cell transplantation [32, 33] . An alteration of Vδ1 − Vδ2 − or Vδ3 γδ T cells has not been described in MS. Among the Vδ1 Although the exact roles of Vδ3 γδ T cells under normal physiological conditions remain to be elucidated, they are assumed to have similar immunomodulatory functions to invariant natural killer T (iNKT) cells that recognize glycolipid antigens presented by CD1d molecules [35, 36] . In various animal models of autoimmune/ inflammatory diseases, including experimental autoimmune encephalomyelitis, an animal model of MS, iNKT cells prevent inflammation [35] [36] [37] [38] . Likewise, Vδ3 γδ T cells regulated adaptive immunity via the production of multiple cytokines [26] . In our study, in Vδ1 − Vδ2 − cells, IFN-γ-producing cells were significantly decreased while IFN-γ − IL-17 − cells were increased in the IFN-β-treated MS patients. Thus, it is possible that Vδ1 − Vδ2 − Vγ9 − cells producing cytokines other than IFN-γ and IL-17 are associated with protection against MS by immunomodulatory effects in IFN-β-treated patients. The specific cytokines and functions related to these cells should be investigated in future studies.
Interestingly, we found a negative correlation of Vδ1 − Vδ2 − Vγ9 − cells with class-switched memory B cells in MS patients. In MS, the importance of B cells has become increasingly evident by the recent clinical trial results showing anti-CD20 monoclonal antibodies (rituximab, ocrelizumab, and ofatumumab) targeting B cells, but not plasma cells, are highly effective at reducing relapse and disability progression in MS [39] [40] [41] . Because the number of B cells but not the total antibody level decreased in parallel with the decrease in relapse rate [39] [40] [41] , it is considered that B cell-T cell interactions, such as antigen presentation and proinflammatory cytokine secretion by B cells, are crucial in MS pathogenesis. In the present study, we found that IFN-β treatment markedly decreased class-switched memory B cells, which is consistent with previous reports demonstrating that IFN-β specifically reduced pathogenic memory B cells in MS [13, 14] .
In our study, among IFN-β users, a positive correlation of class-switched memory B cells with EDSS scores was evident in the EDA group showing a wide range of responses. Presumably, the reduction of class-switched memory B cells by IFN-β treatment is partly responsible for the beneficial effects of IFN-β. The positive correlation between class-switched memory B cells and EDSS scores was not observed in super-responders to IFN-β (NEDA group), possibly because of plateau effects. Vδ3 γδ T cells induce the maturation and IgM secretion of B cells but do not induce class switching to IgG, IgA, or IgE [31] . Rather, Vδ3 γδ T cells exerted cytotoxic functions against CD1d-bearing target cells upon the recognition of CD1d molecules [26, 33] . Because B cells express high surface levels of CD1d [42, 43] 
− γδ T cells than the HC group. Therefore, we believe that the potential effects of anti-IFN-β neutralizing antibodies on γδ T cell subsets would not severely distort the present results, although this point should be investigated in future studies. Another limitation of this study is the absence of serum cytokine concentrations. We focused on specific immune cells, especially γδ T cells, and their cytokine production. γδ T cells comprise < 5% of lymphocytes in the peripheral blood [3] , and the number of γδ T cells producing each cytokine is inconsistent with serum cytokine levels [48] . Given that serum cytokine concentration does not provide information about the source cell types, we did not measure serum cytokine levels in each patient. The correlation between serum cytokine concentrations and γδ T subsets should be studied in the future. Finally, because the numbers of enrolled patients in the NEDA and EDA groups consisting of IFN-β-treated MS patients were relatively small in this study, our findings should be confirmed in a future study using a larger sample size.
Conclusions
Extensive flow cytometric immunophenotyping of peripheral blood lymphocytes from untreated and persistently IFN-β-treated MS patients revealed that the long-term usage of IFN-β increased the percentages of Vδ1
−
Vδ2
−
Vγ9
− γδ T cells and decreased the percentages of class-switched memory B cells without a major influence on other T and B lymphocyte subsets, which may contribute to the attenuation of disease activity. Because increased Vδ1
−
Vδ2
−
Vγ9
− cells were associated with a better outcome, especially in MS patients fulfilling NEDA under IFN-β treatment, Vδ1
−
Vδ2
−
Vγ9
− cells might be a target for the therapeutic immunomodulation of MS.
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